METHIONINE 
I 

I © 
T 

S-ADENOSYL-METHIONINE 
(ADOMET) 
I 

I © (catalyzed by ACC synthase) 

T 

1-AMINOCYCLOPROPANE-1-CARBOXYLATE 

(ACC) 
I 

I © 
T 

ETHYLENE 



Figure 1 
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Linker- Primer 
5' CTCGAGTTTTTTTTTTTT 



3' AAAAAAAAAAAA f^ / / 7 



3a * 



M-MuLV Reverse Transcriptase 
5-methyi dCTP 
dATP, dGTP, dTTP 



i 



Xho\ C , H 3 c »3 CH 3 CHs CHs 

5' CTCGAGTTTTTTTTTTTT V7&77 S////////f//;////;///;////A* 3' 



3' AAA AAAAAAAAAj ^ U.,<UMM,UM./W.M 5' 

RNase H 
ONA Polymerase ! 

dNPTs 



i 



Xh0\ c "3 CHs CHs CHs CHs 

5' CTCGAGTTTTTTTTTTTT p^! ^/^^ 3' 

3' GAGCTCAAAAAAAAAAAA t ^/W^^^^^ 5' 

£coR I Adaptors 
T4 ONA Ligase 



£coR I Xho I 



CHs CHs CHs CHs CHs &OR I 
5' AATTC ... CTCGAGTTTTTTTTTTTT FgS^ >i?^^ ...G 3' 

3' G ... GAGCTCAAAAAAAAAAM fcj^j<W^^ ... CTTAA 5 

Xho I Restriction 



Xh0\ CHs CHs CHs CHs CHs £ C0 R | 

5' TCGAGTTTTTTTTTTTT ^y;^ ...G 3' 



3' CAAAAAAAAAAAA 



...CTTAA 5 



LEGEND: 

Y'""A\ RNA 



Completed, directional cDNA 



CH 3 CH 3 



y//////////// 



'/S////S/S/SA 



3 5-methyl cDNA 
3 ONA 

Figure 2 
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pPHSacc25 

GGGTTGCCGGGGTTCAGGATGGGCGTTATCTACTCCTAC 

AACGAGAACGTGCTCACTACTGCCAAAAAGTTGACGAG 

ATTTTCATCCATTTCAGCTCCGACGCAGCGCTTGCTCGT 

CGTTATGCTCTCGGACACGCGGTTCACTCAAAAGTTCAT 

CGAGGTAAACAGAGCGAAACTCAAAAGAATGTACGCTG 

CATTCGTGGCGGGGGTTGAAGAAACTCGGCATCCGATG 

CACGGAAAGCAGCGGAGGCTTCTCTATTGTTGGGCCGA 

CATGAGCGGATTGATTCGATCCTACAGCGAAAAAGGAG 

AGCTCGAGCTATGGGACAAGTTGCTAAACATTGCTAAG 

GTAAACGTTACTCCCGGTTCTTGTTGTCATTGTATTGAA 

CCCGGCTACTTTAGCCTCTG 



Figure 3 
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